Background: The standard treatment for localised squamous cell carcinoma of the anal canal (SCCAC) is chemoradiotherapy (CRT) with infusional 5-fluorouracil (5-FU) and mitomycin. Because 5-FU and capecitabine have offered similar efficacy in many phase-III trials of solid tumours, studies have tested capecitabine in this setting of SCCAC. However, these studies are small and have reported variable results. Therefore, a systematic review and meta-analysis was performed.
Introduction
Squamous cell carcinoma of the anal canal (SCCAA) is an uncommon cancer in developed countries, accounting for 1-5% of digestive system malignancies [1] . The risk factors associated with this disease are human papillomavirus (HPV) infection, lifetime number of sexual partners, cigarette smoking, and infection with human immunodeficiency virus (HIV) [2] [3] [4] .
The standard treatment for localised SCCAC is definitive chemoradiotherapy with infusional 5-fluorouracil (5-FU) and mitomycin, proposed by Nigro in 1974 [5] . Two European phase-III trials evaluated the role of chemotherapy added to radiotherapy in comparison to radiotherapy alone, and they have proven the superiority of the combined treatment for locoregional control [6, 7] . The need for mitomycin was also addressed by the landmark RTOG 98-11 phase-III trial, which showed that adding this drug led to better colostomy-free survival and disease-free survival [8] . After long-term follow-up, this trial also demonstrated that the addition of mitomycin to chemoradiation was associated with improved 5-year overall survival (78.3 vs. 70.7%, p = 0.026) over neoadjuvant cisplatin and 5-FU followed by chemoradiation with cisplatin [9] . The ACT-II phase III, in contrast, demonstrated similar efficacy results for chemoradiation with mitomycin or cisplatin [10] . Recently, intensity modulated radiation therapy (IMRT) has been tested to treat localised SCCAC, offering improvement in terms of reduced toxicity [11] .
Capecitabine is an oral fluoropyrimidine that has been evaluated in many solid tumours as a more convenient substitute to infusional 5-FU, with proven non-inferior efficacy in the adjuvant and metastatic settings of colorectal cancer [12] [13] [14] and gastric cancer [15, 16] . Regarding its role in radiosensibilisation, capecitabine provides similar results in localised rectal adenocarcinoma, with non-inferior 5-year overall survival (76 vs. 67%, p = 0.004), similar local recurrence (6 vs. 7%, p = 0.67) and similar all grade diarrhoea (24 vs. 22%, p = 0.67), when compared with infusional 5-FU [17] . One of the aims of non-inferiority trials is to test drugs with similar effectiveness but with more convenient treatment schedules in comparison with the standard of care [18] . Capecitabine fulfils this requirement, particularly in anal cancer, where patients often need to have a central catheter insertion or hospitalisations when infusion pumps are not available, a common situation in middle-and low-income countries.
Capecitabine has been assessed as a replacement for 5-FU in retrospective studies and phase-II trials in the treatment of SCCAC, including a phase II conducted by our group [19] . However, there is insufficient evidence to recommend this substitution to date. Therefore, we performed a systematic review and meta-analysis of published studies to better estimate the magnitude of benefit and treatment outcomes of capecitabine in the setting of localised SCCAC.
Materials and methods

Search and selection criteria
We performed a systematic review of studies that evaluated the efficacy outcomes of capecitabine used as a substitute of 5-FU in the chemoradiotherapy of localised SCCAC. There were no restrictions on the inclusion of retrospective series, observational cohorts, phase-I, phase-II, or phase-III trials, and there were not placed restrictions on the chemotherapy drug combined with capecitabine or the type of radiotherapy used (3-dimensional conformal technique or IMRT). The review adheres to the guidelines outlined by the PRISMA statement [20] .
Articles were screened for eligibility by two independent investigators (KTS and AALP) followed by a third blinded reviewer (RPR) in case of divergence. The search for full publications was conducted through PubMed, EMBASE, and Scopus. There were no language restrictions. We also hand-searched the reference lists of included studies for additional publications.
We sought eligible trials in the EMBASE and Scopus Database including the following terms: 'anal cancer' OR 'anal neoplasm' OR 'anal carcinoma' OR 'anus cancer' OR 'anus neoplasm' OR 'anus carcinoma' AND 'capecitabine', from the date on inception onward until August 2015. Pubmed database was conducted using the terms already described and the MeSH descriptor 'anus neoplasm', from the date on inception onward until December 2015. www.ecancer.org ecancer 2016, 10:699
Data extraction
We extracted the following data independently, using standardised collection forms: study design, number of patients included, primary and secondary outcomes, chemotherapy and radiotherapy regimens, doses and respective doses reduction or interruption, median follow-up, age, stage, performance status, grade 3 or 4 toxicities, and complete response rates and locoregional relapse rates. Some authors of the eligible studies were contacted in order to provide relevant unpublished data.
Outcome measures
Our primary endpoint was complete response rate (CRR) at 6 months. We chose CRR at 6 months as our main endpoint because this has been shown to be a better predictor of response than early evaluations [21] and because it was an outcome reported by most eligible studies. Secondary endpoints were rates of locoregional relapse, interruptions in chemotherapy and radiotherapy and toxicity. Data about adverse events were extracted as they were reported, without a standardised manner, given the variability of this information across trials.
Analysis and synthesis
Descriptive statistics were used to summarise the study characteristics. Metaprop analysis of reported CRR based on pooled estimates of proportions with corresponding 95% confidence intervals (95%CI) were calculated on the base of the Freeman-Tukey double arcsine transformation [22, 23] . Respective 95% confidence intervals (CI) were calculated for each estimate and presented in forest plots. The pooled odds ratio (OR), symbolised by a solid diamond at the bottom of the forest plot (the width of which represents the 95% CI) is the best estimate of the pooled outcome. All analyses were performed by STATA 13 statistical software (StataCorp, College Station, TX, USA).
Results
Results of search strategy
The search resulted in 300 entries, of which 142 duplicated records were removed. From the remaining 158 studies, 152 were excluded as shown in Figure 1 . Six trials met the predefined criteria [19, [24] [25] [26] [27] [28] ; however, patients from the phase-I trial by Deenen et al [24] were also included in the analysis of Meulendijks's retrospective trial [28] , and for this reason, the former was excluded. Five trials were included in the pooled analysis, totalling 218 patients [19, [25] [26] [27] [28] .
Characteristics of eligible trials
The characteristics of the five eligible studies are summarised in Table 1 . There were two phase-II trials [19, 25] , both open-label prospective single-arm studies, and three retrospective studies, with one of them being a comparative study [28] . The number of patients per study ranged from 24 to 62, and the median follow-up periods ranged from 14 to 23 months. The percentage of T3 or T4 stage was similar across studies, while the rate of positive clinical lymph nodes varied from 25.8% to 65.5%. All trials included complete response rate as one of its primary endpoints, but time intervals for response evaluation differed across studies. The capecitabine dose ranged from 500 mg/m 2 to 825 mg/m 2 BID for 5 days per week during radiation. All studies tested capecitabine as replacement for 5-FU in the Nigro regimen, except one where capecitabine was combined with cisplatin [26] . Patients were treated with a 3-dimensional conformal technique or IMRT technique, with radiation doses ranging from 50.4 Gy to 59.4 Gy. www.ecancer.org 
Complete response rates
All trials reported CRR, although response evaluations differed across them: one trial [28] evaluated response only based on anal clinical examination, while the others three studies [19, 25, 26] included abdominal and pelvis imaging tests and one trial did not describe methods of response assessment [27] . Only three trials described CRR at 6 months [19, 25, 28] . The pooled analysis of these trials, with a total of 132 patients, reported a CRR at 6 months of 88% [83%-94%], considering all clinical stages (Figure 2 ).
The pooled analysis of all overall CRR as reported in each study, evaluated at different time points (ranging from 1 to 6 months) and including all the 218 patients, showed an overall CRR of 91% (87%-95%) (Figure 3a) . This finding remained the same after sensitive analysis, excluding the study with cisplatin, with a total of 194 patients [19, 25, 27, 28] (Figure 3b ). 
Secondary endpoints
After a median follow-up that ranged from 14 to 23 months, locoregional relapse, defined as primary or nodal recurrence, was reported in 3.2% to 21%. Disease progression with distance metastases was uncommon, ranging from 0% to 3%. Clinical follow-up was initially every 3 months for one to two years, according to each trial, and then, every 6 months up to 5 years. In the fourth and fifth years of follow-up, the frequency of clinical evaluations varied across studies, from semiannual [25, 26] to annual [19, 28] evaluations. Only the Eng et al. trial recommended follow-up with images that were done annually during all follow-up [26] . One of the studies did not describe their recommendations for follow-up [27] .
With respect to treatment compliance, chemotherapy interruptions were reported in up to 55.8% of patients and dose reductions were necessary in up to 20.9%.
The majority of patients completed the planned radiotherapy dose [93.5%-100%]; however, temporary pauses were required in up to 25.6% of patients. The most common reason for these interruptions was treatment toxicity, mainly dermatitis, and the longest pause was 14 days.
A total of 194 patients were available for acute treatment toxicity [19, 25, 27, 28] . The remaining 24 patients were not included because in Eng's study the toxicities were reported for all the patients included in the trial, without specifying the toxicities of the subgroup that received capecitabine [26] . Perianal dermatitis was the most common toxicity, experienced in varying degrees, and 23.2% to 63.3% of patients had grade 3 or 4 dermatitis. Other commons grade 3 and 4 toxicities were hematologic (5.1% to 16.3%) and diarrhoea (3.2% to 7.5%) ( Table 1 ).
The present systematic review and meta-analysis evaluated the substitution of infusional 5-FU for capecitabine in the treatment of localised anal canal cancer. Although there is not any randomised trial, the pooled analysis of uncontrolled studies showed a CRR at 6 months of 88% and an overall CRR of 91% for patients who used capecitabine. This result is similar to the 90.5% of CRR at week 26 with mitomycin and infusional 5-FU reported by ACT-II phase-III trial [10] .
After the publication by Nigro et al. [5] in the mid-1970s, chemoradiotherapy became the standard treatment for SCCAC. The combination of radiotherapy with infusional 5FU and mitomycin is considered the optimal regimen for these patients, with complete response rate (by biopsy) of 92% after 4-6 weeks after treatment [29] . In the ACT-II phase-III trial, which tested cisplatin against mitomycin, waiting until 6.5 months after treatment completion to evaluate response led to an increase in CRR, from 65.6 at week 11 to 83.5% at week 26 [10, 21] . Since then, the National Comprehensive Network on Cancer guideline recommends that patients with localised anal cancer who were treated with chemoradiation be considered in complete remission not until 6 months after treatment [30] . Based on these premises, we defined our primary endpoint as CRR at 6 months from treatment completion. www.ecancer.org ecancer 2016, 10:699 Four studies included in this meta-analysis used capecitabine in combination with mitomycin [19, 25, 27, 28] , while one trial evaluated the same drug in combination with cisplatin [26] . Although patients in the Eng et al. study received cisplatin in combination with 5-FU or capecitabine, this trial was included in the meta-analysis, because in the ACT-II trial cisplatin and mitomycin provided similar CRR [10] .
The median age ranged from 57 to 61 years and in all trials there was a predominance of women, which is according to the epidemiological profile of this disease. Three studies included HIV patients [19, 26, 27] , and the phase-II trial conducted by our group was the one with the www.ecancer.org ecancer 2016, 10:699 highest prevalence of HIV-positive patients (9.3%). In that trial, HIV positivity was not associated with inferior CRR at 6 months, 87% for HIVnegative patients and 75% for HIV-positive patients, without statistical difference (unpublished data). At least half of patients from the studies included presented more advanced disease, T3/4 or N+; in the RTOG 98-11 trial, 35% of patients had T3/4 tumours and 26% were N+ (8) .
The rate of locoregional recurrence during the studies periods varied across studies, from 3.2% to 21%. The outlier locoregional recurrence rate, when compared to the others, was present in the retrospective study conducted by Meulendijks et al. , which showed locoregional relapse in 12 of 58 patients. In the remaining studies, this rate did not exceed 10% of patients. One explanation for these findings is the higher prevalence of patients with more advanced stage in the Meulendijks et al.: 72% had stage III, while in other studies this index did not exceed 60% in other studies.
Although there were a large number of patients who temporarily discontinued capecitabine because of toxicity, a high incidence of interruptions (55.8%) was seen in only one trial, while the rate of interruptions was lower than 20% in the others. One of the reasons that may have influenced these findings in Oliveira's study was the largest prevalence of HIV-positive patients. It may have led to higher incidence of toxicities (this was the trial with the higher incidence of haematologic toxicity) and consequently, more chemotherapy interruptions; and another possible reason was the higher dose of mitomycin (15 mg/m 2 ) utilised compared to other studies. The adherence to radiotherapy was relatively homogeneous, with more than 93% of the patients completing the planned dose schedules, which is in agreement with the 91% planned dose completion reported previously in studies with infusional 5-FU [6] .
Among grade 3 or 4 adverse events, dermatitis was the most common, as expected (Table 1) , and its incidence is similar to that reported in the literature for infusional 5-FU in this context [7, 9] . Haematological toxicity and diarrhoea have also been reported, however, with lower incidence than previously described for infusional 5-FU -61.8% for grade 3 and 4 haematologic toxicity and 36.6% for grade 3 and 4 diarrhoea [9] . These lower rates likely reflect more flexibility in dose reduction and/or interruptions performed in real life (retrospective studies). There were no quality of life analyses in any of the studies included.
Given that this was a meta-analysis of uncontrolled published studies, some limitations must be addressed. First, we were unable to retrieve the individual patient data, which would have allowed us to pool the data from all studies, to look into the efficacy of capecitabine across different clinical stages, gender, and HIV status, to combine the CRR at other time points, and to better evaluate treatment-related toxicities. Second, there were differences in study designs, which is a source of heterogeneity in our analysis (retrospective vs. prospective studies). Third, the evaluation of response, including CRR, varied among studies. Finally, the lack of randomised data decreases the quality of evidence yield from the present meta-analysis. However, this is still the best available evidence on the use of capecitabine in definitive chemoradiation for patients with localised anal cancer. Given the rarity of anal cancer and the results of phase-III trials that have demonstrated the noninferiority of capecitabine to 5FU in other solid tumours, it is very unlikely that a phase-III trial be developed in this scenario. Indeed, we do not think that would be necessary.
Conclusions
Despite being a rare cancer, the incidence of anal cancer has increased and the search for therapeutic alternatives that maintain the effectiveness but are more convenient should be encouraged. The replacement of infusional 5-FU with capecitabine is one such example and in clinical practice it is already widely adopted. Based on this meta-analysis, we think that capecitabine is an acceptable and more convenient alternative to infusional 5-FU in the chemoradiotherapy for localised squamous cell carcinoma of the anal canal. www.ecancer.org ecancer 2016, 10:699 www.ecancer.org ecancer 2016, 10:699
